EXHIBIT B 




EPICENTRE TECHNOLOGIES 

...when you need to be sure ot the quality 



AMPLIGASE™ Thermostable DNA Ligase Kit 



AMPLI6 AS B Thermostable DNA Ligase is an NAD- requiring 
ligase derived from a thermophilic bacterium. The enzyme is 
active over a vide temperature range (15°-85°C), with the 
optimal temperature for ligation dependent upon the nature 
and temperature stability of the DNA structures to be ligated 
AMPLIGASE Ligase is most suitable for use in Nick Ligation 
Assays, for synthesis of genes using overlapping oligodeoxy- 
nucleotides, or for other manipulations of DNA which involve 
ligation of nicks in duplex DNA. Detection of specific 
sequences in a sample DNA by Nick Ligation Assay is based 
on the ability of oligodeoxynucleotides to ligate when their 
ends are adjacent to each other following hybridization to a 
denatured DNA template. If the nucleotides at the ligation 
Junction are not correctly base-paired with the template DNA, 
ligation will not occur. Under the appropriate conditions, 
even a single base mismatch with the template should be 
detected. Ligation assays with non-thermostable ligases have 
been reported (1-4). The thermostability of AMPLIGASE™ 
Ligase provides the advantages that: (a) the researcher can 
use the temperature which gives the optimal hybridization 
stringency for his reactions; and (b) the researcher can 
amplify the amount of ligation product formed by cycling the 
temperature between reaction conditions and DNA denaturat ion 
conditions, allowing successive cycles of ligation to occur. 
Backgrounds in Nick Ligation Assays are very low because 
AMPLIGASE Ligase has no detectable activity in ligating 
blunt-ended DNA fragments and is as much as 10,000-fold less 
active than T4 DNA Ligase in, ligating four-base-pair cohesive 
ends generated by restriction enzymes when the ligations are 
carried out at or below the melting temperatures for such 
ends. The researcher should note that small amounts of 
dimers or multimers may be formed during some chemical syn- 
theses of oligodeoxynucleotides . Since these contaminants 
can result in background signals in Nick Ligation Assays, the 
researcher should be sure that his oligo purification proce- 
dure completely removes such contaminants. 

The AMPLIGASE™ Kit consists Of 5000 units Of AMPLIGASE™ 
Thermostable DNA Ligase, a 10X Reaction Buffer, and 5 ug of 
Smal- and Sail-digested bacteriophage lambda DNA as a control. 
Control DNA allows the researcher to simultaneously observe 
ligation of the lambda cos site, which is analogous to a nick 
ligation, and to verify the absence of ligation of Sma l ends 
and minimal ligation Of Sail cohesive ends. 
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J2lit Definition: One unit catalyzes the ligation of 50 % of 
the cos. sites in one microgram of Smal- and Sall-digested 
bacteriophage lambda DNA in one minute at 45 TT c7 

Activit y Assay: The Activity Assay is carried out with one 
™» r ? 9r !!? ° f — X " and Sall-digested bacteriophage lambda 
SJIv » S e 1 *l 1X Reaction Buffer, consisting of 20 mM Tris- 
?n w P L:5' Z T M P° tassium acetate, 10 mM magnesium acetate, 
lo mM dithiothreitol, 0.6 mM NAD, and 0.1% Triton X-100. 
The reaction is followed by agarose gel electrophoresis. 

|tor^ s 2 J l ution: 50 % glycerol solution containing 50 mM 

J r ;!Z HC1 ', pH 7 ' 5 ' 100 NaC1 ' °' 1 EDTA, 0.1% Triton 
X-100, and 1 mM dithiothrei toi . store at -20°C in a 
non-frost-free freezer. 

T V a « lllty : En2 y me activity was unchanged after incubation in 
IX Reaction Buffer for one week at 37°C. The half-life of 
the enzyme in IX Reaction Buffer is about 48 hours at 65°C 
and greater than 1 hour at 95°C. 

Contaminating Activity Assay s; No DNase activity is detected 
when 100 units of AMPI»IGASE 1T * Ligase are incubated for 16 
hours at 70 u c under standard Activity Assay conditions with 
one microgram of supercoiled piasraid DNA, single-stranded 
M13mpl8 DNA, or 5 • -phosphorylated or unphosphorylated oligo- 
deoxynucleo tides, as Judged by agarose or polyacrylamide gel 
analyses. * 
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